After bone marrow collection, nucleated cells were isolated after lymphoprep gradient density centrifugation and plated in Dulbecco's modified Eagle's medium (DMEM) with low glucose and with Glutamax (Life Technologies) plus 10% selected heat inactivated Fetal Bovine Serum (Life Technologies) and 1% penicillin/streptomycin (Life Technologies). Cells were incubated at 37°C and 5% CO 2 . After 72 hour (h) non-adherent cells were removed and new medium was added. Cells were allowed to grow until 80% confluence, detached with 0.05% trypsin/EDTA (Life Technologies) and grown in 150 cm 2 tissue culture flasks (BD Falcon) [42].
temperature and washed. For ALP staining, Naphthol AS-MX Phosphate alkaline solution (Sigma-Aldrich) was added to 0,025% Fast Violet B salt solution (Sigma-Aldrich), the solution was filtered and incubated with the cells for 45 minutes (min) at room temperature protected from light. For Alizarin staining, freshly made 1% alizarin red solution was incubated with the cells for 10 min at room temperature protected from light. Flasks/wells were washed with water, photographed and visualized under a light microscope. Simultaneously, cells grown in basal conditions (without osteogenic supplements) were used as a control.
Immunostaining quantification
The number of + cells was quantified using an image analysis algorithm developed in house using Matlab R2012b. Images acquired with 10x objective and composed by two channels containing DAPI and Ki-67 fluorescence were pre-processed using a Gaussian filter to reduce noise. Cell nuclei were detected in DAPI channel after image binarization by Otsu's method and imposing size limits from 10 pixels to 200 pixels. The total number of cells was determined counting the number of isolated objects. Ki-67 channel was also binarized using threshold level of 0,25, empirically defined by two independent and qualified users, to remove low fluorescence intensity background. Finally, DAPI and Ki-67 binarized images were intercepted to select and count (as previously performed in DAPI channel) the cell nuclei with a positive signal in Ki-67 channel. -miR-762 7,527 0,768 -0,454 -1,22 mmu-miR-711 6,495 0,712 -0,460 -1,17 mmu-miR-25-5p 6,941 0,605 -0,465 -1,07 mmu-miR-3473b 8,662 0,588 -0,391 -0,98 mmu-miR-5109 10,322 0,778 -0,097 -0,87 mmu-miR-218-5p 7,528 0,603 -0,137 -0,74 mmu-miR-378b 7,639 0,371 -0,299 -0,67 mmu-miR-143-3p 11,039 0,537 -0,128 -0,67 mmu-miR-195a-5p 8,922 0,679 0,051 -0,63 mmu-miR-378a-3p 7,870 0,469 -0,135 -0,60 mmu-miR-99a-5p 9,149 0,363 -0,233 -0,60 mmu-miR-3102-5p 6,884 0,484 -0,110 -0,59 mmu-miR-665-3p 6,132 0,429 -0,155 -0,58 mmu-miR-101a-3p/mmu-miR-101c 6,325 0,435 -0,137 -0,57 mmu-miR-5116 8,297 0,415 -0,142 -0,56 mmu-miR-335-5p 9 
